Supplementarry Materials
. CALR mutant proteins are faintly expressed in hematopoietic cells. Hematopoietic cell lines were transduced with pCW57.1 vector enabling tetracyclin-inducible expression of Myc-6His tagged WT or mutant CALR. (A) Schematic representation of Myc-6His tagged CALR. A Myc-6His was added to WT and mutant CALR constructs. The tag was introduced at the C-terminal end of the protein. For the WT CALR, this tag was inserted after the KDEL ER-retention motif. (B) Twenty-four hours after induction, cell lysates and supernatants were analyzed by western-blot analysis. Actin serves as a loading control for cell lysates. Exogenous CALR variants were revealed by their Myc epitope. Myc* denotes longer exposure for Myc epitope revelation. These experiments have been performed twice for each cell line. (C) Quantification of signals measured on western-blot analysis of total cell lysates performed in (B). Results are expressed as the ratio of Myc to actin signal, normalized on the CALR WT level. The histogram represents the mean ± SEM of 2 independent experiments. (D) Quantification of CALR allelic burdens on RNA of indicated UT-7 hematopoietic cell lines 24h after induction of transgene expression by doxycycline treatment. Results are expressed as the ratio of mutant CALR to total CALR copy numbers. The histogram represents the mean ± SEM of 3 independent experiments.
Figure S2
. Low level expression of mutant CALR is sufficient to trigger an activation of the STAT pathway and cell proliferation in absence of TPO. UT-7 MPL cells transduced with the tetracyclin-inducible vector pCW57.1 were washed 4 times before being cultured in presence or absence of Doxycyclin (to induce the expression of the CALR transgenes), and in presence or absence of TPO. (A) Twenty four hours later, they were lysed, and phosphorylation of STAT5 was assessed by western-blotting. The expression of CALR transgenes was also assessed, but at least for del52 mutant, the band observed correspond to a non-specific signal because it does not present with the expected molecular weight. The absence of specificity of this signal has been checked as shown in Supplemental 
